Method for the simultaneous assay of initial velocities of lactate dehydrogenase isoenzymes following gel electrophoresis.
A method was developed for determining initial isoenzyme velocity in a model based on lactate dehydrogenase (LD, EC. 1.1.1.27). First, purified LD was fractionated by polyacrylamide disc gel electrophoresis. Following electrophoresis, the gel was cut into slices, each containing an isoenzyme, and the isoenzymes were subsequently extracted by slice homogenization into a buffer and their activity was measured by the reverse (pyruvate to lactate) LD reaction. The volume of LD solution positively correlated with the activity of all five isoenzymes. Isoenzyme recovery in all cases exceeded 80%, compared to isoenzyme activity before electrophoresis. The lower limit of detection was 6.5 mU/microliter for LD 1, as measured using this method. The kinetic parameters of isoenzymes following recovery were similar to literature values. The results indicate that the method described here represents an improvement in the measurement of initial LD isoenzyme velocity.